). Primer dimers (<100 bp), which could affect the subsequent DNA sequencing reaction, were not observed. Figure S3 . Fraction of target bases with a coverage ranging from 1 to 1000 across target loci. The plots show the fraction of target bases with a coverage ranging from 1 to 1000 at 27 target loci across (A) BL, (B) SCL and (C) FFPE samples, assessed using the SC panel. A coverage of five sequencing reads is indicated with a dotted line. For BL and SCL samples, the coverage profiles for unamplified samples as well as the 100 and 250 ng WGA samples, were relatively similar across different starting DNA amounts.
-6- Figure S4 . Assessment of the quantitative resolution of the 450K array platform in comparison to RainDrop BS-seq. We performed two technical replicates each of in vitro methylated and unmethylated whole blood genomic DNA. The in vitro methylated DNA was created using SssI methyltransferase. The in vitro unmethylated DNA was created by performing two sequential rounds of whole-genome amplification using REPLI-g. Array processing and analysis were performed as described in the Methods section. The figure shows the distribution of beta values for these experiments. Non-CpG probes (n=2800) are indicated with an asterisk.
For in vitro methylated CpG sites we found that 95% of 450K probes had beta values above 0.82, while in vitro unmethylated CpGs had beta values below 0.31. On the basis of these data, the quantitative resolution of RainDrop BS-seq is comparable to 450K arrays to detect 'methylated' sites (i.e. beta≥0.82 vs ≥4/5 [≥80%] methylated reads), and actually exceeds the 450K array's ability to resolve 'unmethylated' sites (i.e. beta≤0.31 vs ≤1/5 [≤20%] methylated reads). Therefore, we suggest a quantitate resolution of 20% to be appropriate for the experiments performed in this study.
-7- Figure S5 . Correlation of DNA methylation levels and comparison to 450K arrays. The heatmaps show matrices of Pearson's correlation coefficients across (A) BL (n=240 CpG sites), (B) SCL (n=774 CpG sites) and (C) FFPE samples (n=13 CpG sites), assessed using the SC panel. We confirmed the strong correlation of DNA methylation levels found for unamplified samples using the BM panel (Fig. 4A,B) , with a median R=0.97. Panels (D), (E) and (F) show the distribution of DNA methylation scores at the assessed CpG sites.
-8- Figure S6 . Scatterplot of DNA methylation levels and comparison to 450K arrays. (A) The scatterplot matrix shows the correlation of DNA methylation levels across BL samples (n=497 CpG sites), assessed using the BM panel. (B) In addition, we correlated a subset of these CpG sites that are represented on the 450K array (n=81). The assessed CpG sites correspond to those shown in Figure 4A . Figure S7 . Distribution of DNA methylation levels over the entire dynamic range of the 450K array. The boxplots show the observed DNA methylation levels for CpG sites that, according to the 450K array, fall into low (0-20%), medium (20-80%) and high (80-100%) methylation bins (indicated with light blue shading). As in Figure S6B , we assessed CpG sites (n=81) in BL samples that are represented on the 450K array. Locus ID: 243; Amplicon ID: 263) gene loci in the UCSC Genome Browser. We annotated the genomic loci with the RainDrop BS-seq target region coordinates in gray, and the methylation levels (color range: yellow-blue) assessed in independent experiments using a range of starting DNA quantities (10-1500 ng) and application of MDA-based WGA of bisulfite-converted DNA (indicated with '-A'). We also added the methylation data generated on the 450K array platform.
Supplementary Tables   Table S1. Selected genomic loci assessed using RainDrop BS-seq. The table provides ,670,110 121,670,296 cg03562360 121,670,282 37 39 1 246,582,016 246,582,206 cg10055505 246,582,035 4 56 2 121,670,153 121,670,350 cg03562360 121,670,282 37 39 1 246,582,016 246,582,206 cg07397891 246,582 ,071  4  56  2  121,670,153 121,670,350 cg06378990 121,670,320  37  39  1  246,582,016 246,582,206 cg16046505 246,582,116  4  57  2  121,670,273 121,670,461 cg03562360 121,670,282  38  40  2  3,642,528  3,642,702  cg19867917  3,642,629  4  57  2  121,670,273 121,670,461 cg06378990 121,670,320  38  40  2  3,642,528  3,642,702  cg09974661  3,642,634  4  58  2  121,670,331 121,670,508  NA  NA  39  41  2  7,843,846  7,844,006  cg26457075  7,843,941  4  59  2  121,670,464 121,670,663 cg01484075 121,670,634  40  42  2  8,597,248  8,597,424  cg09590377  8,597,389  4  60  2  121,670,560 121,670,697 cg01484075 121,670,634  40  43  2  8,597,366  8,597,546  cg09590377  8,597,389  4  61  2  121,670,640 121,670,812  NA  NA  41  44  2  9,518,197  9,518,378  cg19426625  9,518,324  4  62  2  121,670,684 121,670,880  NA  NA  42  45  2  9,614,498  9,614,606  cg01417553  9,614,528  4  63  2  121,670,791 121,670,976  NA  NA  42  45  2  9,614,498  9,614,606  cg17568255  9,614,530  4  64  2  121,670,920 121,671,111  NA  NA  42  45  2  9,614,498  9,614,606  cg20556744  9,614,537  47  116 4  106,066,916 106,067,046  NA  NA  93  98  4  106,652  106,845  cg10858327  106,702  7  117 4  106,067,001 106,067,123 cg08924430 106,067,052  93  98  4  106,652  106,845  cg10523696  106,750  7  118 4  106,067,014 106,067,197 cg08924430 106,067,052  94  99  4  1,229,399  1,229,525  cg22510098  1,229,471  7  119 4  106,067,144 106,067,302  NA  NA  95  100 4  3,480,198  3,480,374  cg23495837  3,480,318  7  120 4  106,067,232 106,067,398 cg06795971 106,067,365  96  101 4  3,748,167  3,748,612  cg08213608  3,748,254  7  120 4  106,067,232 106,067,398 cg09381178 106,067,367  96  101 4  3,748,167  3,748,612  cg22475974  3,748,341  7  121 4  106,067,279 106,067,431 cg06795971 106,067,365  96  101 4  3,748,167  3,748,612  cg03282085  3,748,347  7  121 4  106,067,279 106,067,431 cg09381178 106,067,367  96  101 4  3,748,167  3,748,612  cg05835309  3,748,554  7  122 4  106,067,376 106,067,524  NA  NA  97  102 4  6,695,297  6,695,437  cg27027375  6,695,319  7  123 4  106,067,458 106,067,657 cg01210909 106,067,566  97  102 4  6,695,297  6,695,437  cg14900031  6,695,377  7  123 166,582,099 166,582,274 cg14638883 166,582,201 139 150 5 140,855,443 140,855,547 cg02780295 140,855,463 10 172 6 166,582,099 166,582,274 cg19675288 166,582,206 139 150 5 140,855,443 140,855,547 cg15124968 140,855,469 10 173 6 166,582,225 166,582,406 108,733,205 108,733,369 cg12142354 108,733,275 325 350 15 93,198,958 93,199,127 cg02705800 93,199,018 24 434 12 108,733,205 108,733,369 cg15448445 108,733,308 325 350 15 93,198,958 93,199,127 cg25864024 93,199,037 24 434 12 108,733,205 108,733,369 cg08110272 108,733,321 325 350 15 93,198,958 93,199,127 cg15289316 93,199,049 24 435 12 108,733,277 108,733,476 42,828,363 42,828,515 cg03365751 42,828,386 372 402 17 42,392,505 42,392,652 cg03061122 42,392,559 27 491 22 42,828,363 42,828,515 cg27098470 42,828,411 373 403 17 43,044,878 43,045,058 cg04819499 43,045,014 27 491 22 42,828,363 42,828,515 cg07264666 42,828,415 374 404 17 43,339,411 43,339,569 cg17222164 43,339,476 27 491 22 42,828,363 42,828,515 cg09335713 42,828,418 374 404 17 43,339,411 43,339,569 cg03048083 43,339,497 27 491 22 42,828,363 42,828,515 cg01383955 42,828,447 374 404 17 43,339,411 43,339,569 cg01627847 43,339,512 27 492 22 42,828,426 42,828,604 cg01383955 42,828,447 374 404 17 43,339,411 43,339,569 cg08124910 43,339,515 27 492 22 42,828,426 42,828,604 cg07044422 42,828,516 375 405 17 54,828,905 54,829,064 cg14266156 54,829,018 27 493 22 42,828,492 42,828,681 cg07044422 42,828,516 376 406 17 56,084,407 56,084,548 42,828,673 42,828,847 NA NA 376 406 17 56,084,407 56,084,548 cg14553224 56,084,507 27 496 22 42,828,757 42,828,944 NA NA 377 407 17 75,368,850 75,369,019 cg06848185 75,368,902 27 497 22 42,828,869 42,829,060 cg07464578 42,828,946 377 408 17 75,368,995 75,369,168 cg19554255 75,369,051 27 498 22 42,828,925 42,829,117 cg07464578 42,828,946 377 408 17 75,368,995 75,369,168 cg16779463 75,369,055 27 499 22 42,829,044 42,829,182 NA NA 377 408 17 75,368,995 75,369,168 cg17300544 75,369,091 27 500 22 42,829,135 42,829,242 NA NA 377 409 17 75,369,102 75,369,272 cg03804136 75,369,219 377 409 17 75,369,102 75,369,272 cg15044248 75,369,224 377 409 17 75,369,102 75,369,272 cg02884239 75,369,228 378 410 17 76,220,836 76,220,997 cg19272238 76,220,898 378 410 17 76,220,836 76,220,997 cg07366188 76,220,929 378 410 17 76,220,836 76,220,997 cg10070788 76,220,955 379 411 17 76,348,748 76,348,914 cg17845279 76,348,823 379 411 17 76,348,748 76,348,914 cg21640526 76,348,849 380 412 17 76,921,811 76,921,999 cg06641285 76,921,829 380 412 17 76,921,811 76,921,999 cg05306745 76,921,845 380 412 17 76,921,811 76,921,999 cg15981475 76,921,948 381 413 17 76,932,217 76,932,388 cg14779622 76,932,315 381 413 17 76,932,217 76,932,388 cg17552357 76,932,332 382 414 17 78,155,158 78,155,313 cg13855862 78,155 45,654,162 45,654,321 cg27052073 45,654,213 404 437 19 45,901,506 45,901,703 cg08512167 45,901,567 404 437 19 45,901,506 45,901,703 cg13645732 45,901,649 405 438 19 46,180,196 46,180,355 cg18642271 46,180,314 405 439 19 46,180,306 46,180,440 cg18642271 46,180,314 405 439 19 46,180,306 46,180,440 cg17144108 46,180,412 406 440 19 46,318,696 46,318,892 cg27118825 46,318,748 406 440 19 46,318,696 46,318,892 cg04379348 46,318,762 407 441 19 47,923,301 47,923,461 cg07478208 47,923,331 407 441 19 47,923,301 47,923,461 cg17910813 47,923,387 408 442 19 48,918,066 48,918,187 cg15779837 48,918,116 409 443 19 54,377,144 54,377,342 cg18054632 54,377,302 409 444 19 54,377,302 54,377,463 cg18691133 54,377,440 410 445 19 58,514,764 58,514,943 cg05377415 58,514,816 410 445 19 58,514,764 58,514,943 20,349,139 20,349,565 cg13326227 20,349,168 414 449 20 20,349,139 20,349,565 cg00648301 20,349,241 415 450 20 24,449,631 24,449,790 cg05347927 24,449,668 415 450 20 24,449,631 24,449,790 cg22479299 24,449,704 415 450 20 24,449,631 24,449,790 cg02997755 24,449,734 415 450 20 24,449,631 24,449,790 cg22452236 24,449,760 416 451 20 24,450,260 24,450,404 cg09623400 24,450,353 416 451 20 24,450,260 24,450,404 cg19654195 24,450,361 417 452 20 32,378,120 32,378,279 cg01554089 32,378,171 418 453 20 34,099,423 34,099,569 cg04070427 34,099,511 419 454 20 36,013,363 36,013,478 cg23635789 36,013,428 420 455 20 36,153,843 36,153,992 cg03226872 36,153 
